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SPGGSSGGEGALIGSGGSPLGLGTDIGGSIRFPSAFC 
GICGLKPTGNRLSKSGLKGCVYGQTAVQLSLGPMARD 
VESLALCLKALLCEHLFTLDPTVPPFPFREEVYRSSR 
PLRVGYYETDNYTMPS PAMRRAL lETKQRLEAAGHTL 
I PFLPNNI P YALEVLSAGGLFSDGGRSFLQNFKGDFV 
DPCLGDLILILRLPSWFKRLLSLLLKPLFPRLAAFLN 
SMRPRSAEKLWKLQHEIEMYRQSVIAQWKAMNLDVLL 
TPMLGPALDLNTPGR 



FIG. 2 



Rat Liver 

1) Sucrose gradient of liver membrane 

2) 100 miVi NaaCOa wash 

3) Soiublization in Triton-based buffer 

Liver Plasma Membrane 

1) DEAE column (ion exchange) 

2) Hg column 

3) Heparin column (detergent xchng) 

4) Affinity column with 

^' trifluoroketone Inhibitor 

Amidase activity 20-30 fold enriched, 10-15% yield 
Assay used: ^^C radiolabeled substrate and TLC analysis 
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Trifluoroketone Inhibitor: Ki = 1 nM 
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Link to disulfide- 
derivatized solid support 
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Advantage: thioacetate 
equivalent Inhibitory potential to 
unmodified inhibitor, remove 
protein with reducing agent (20 
mM DTT, 4® o/n) 
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Oleic Acid 



C/s-9.10- 
octadecenoamide 
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Oleic Acid 



Ci5-9.10- 
octadecenoamide 
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l-MVLSEVWTTLSGVSGVCLACSLLSAAWLRWTGRQKARGAATRARQKQRA 
51-SI^DKAVQRFRLQNPDLDSEALLTLPLLQLVQKLQSGELSPEAVFFTY 
101-LGKAWEVNKGTNCVTSYLTDCETQLSQAPRQGLLYGVPVSLKECFSYKGH 
151-DSTLGLSLNEGMPSESDCWVQVLKLQGAVPFVHTNVPQSMLSFDCSNPL 
201-FGQTMNPWKSS KSPGGSSGGEGALIGSGGSPLGLGTDIGGSTR FP.qAtrrr, 

251-ICGLKPTGNRLSKSGLKGCVYGQTAVQLSLGPMARDVESLALCLKALLCE 
301-HLFTLDPTVPPLPFREEVYRSSRPL RVGYYETDNYTMPSPAMR RAT.TF:tk 

• 35.1-QRLEAAGHTLIPFLPNNIPYALEVLSAGGLFSDGGRSFLQNFKGDFVDPC 
401-LGDLILILRLPSWFKRLLSLLLKPLFPRLAAFLNSMRPRSAEKLW KLQHE 
45l-IEMYRQSVIAQW KAMNLDVLLTPMLGPALDLNTPGRA TGAI5;YTVT.YMrT. 

501-DFPAGWPVTTVTAEDDAQMELYKGYFGDIWDIILKKAMKNSVGLPVAVQ 
551 -CVALPWQEELCLRFMREVEQLMTPQKQPS- 5 7 9 
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